Abstract
Methods
We compared 13 HIV-TB patients who developed TB-IRIS with 13 Patients did not differ in age, gender, or CD4-count prior to ART. Frozen peripheral blood mononuclear cells, collected before ART and during 3 months and 9 months of ART, were analysed using flow cytometry. We examined expression of KLRG1, PD-1 and IL-27R on CD4 + and CD8 hi T cells, as well as CD3-negative CD8 lo lymphocytes as an approximate subset of NK cells. In addition, expression of TLR2, TLR4, IL1RL1, and TRAILR on CD14 + monocytes were investigated.
Results
Prior to ART, TB-IRIS patients had higher percentages of CD8 hi T cells that are KLRG1 
Introduction
During successful antiretroviral therapy (ART), a subgroup of HIV patients with a tuberculosis (TB) co-infection are at risk of developing a complication called paradoxical TB-associated immune reconstitution inflammatory syndrome (TB-IRIS) [1] . TB-IRIS is characterized by worsening symptoms of TB, despite an effective initial response to concurrent TB-treatment [2] . Marked by tissue-destructive inflammation and a wide array of symptoms, patients often require additional therapy which increases the cost of patient care [3] . Moreover, diagnosis of TB-IRIS still mainly relies on clinical examinations and is often difficult to distinguish from other complications. Thus, there is an urgent need for reliable laboratory markers to predict this syndrome, since the immune-pathogenesis of TB-IRIS is still not well understood [4] . TB-IRIS typically develops within the first 3 months after starting ART, with the majority of cases occurring before 1 month when CD4 + T cells are being replenished [5, 6] . Known risk factors of TB-IRIS include a high TB-antigen burden, a short interval between TB treatment and ART and, most importantly, a low CD4 + T cell count prior to ART initiation [7] [8] [9] . It should be noted, however, that not all HIV-TB patients under similar conditions of immunosuppression develop TB-IRIS. One major characteristic of TB-IRIS is the occurrence of a cytokine storm during the peak of inflammation [10] [11] [12] [13] . Thus, the idea that IRIS involves an atypical restoration of immune responses to TB has gained acceptance [5, 14, 15] . Whereas a dominant role of innate immune cells in the inflammatory cascade during TB-IRIS has become increasingly apparent [11, 12, 16, 17] , it still remains unclear which innate or adaptive factors prime the immune system to over-react before ART is administered. A number of previous TB-IRIS studies have reported pre-ART anomalies in cells belonging to either the innate or the adaptive arm of the immune system. On one hand, increased frequencies of activated CD14 + monocytes have previously been reported as a predictor of TB-IRIS [18] . In addition, TB-IRIS patients have been reported to have higher toll-like receptor (TLR)-2 expression on monocytes [19] , and a higher degranulation capacity of natural killer (NK) cells prior to starting ART [20] . On the other hand, TB-IRIS patients have been described to have higher pre-ART percentages of activated CD4 + T cells and CD8 + T cells [21, 22] . Nonetheless, other studies did not observe such T cell activation [23, 24] , whereas we previously observed lower levels of HLA + CD38 + CD8 + T cells in TB-IRIS patients prior to ART [25] .
As the predisposing role of these cells in TB-IRIS thus remains elusive, more research is required to fully understand the phenotypic characteristics of T cells, NK cells and monocytes before ART is administered. One of the hallmarks of long term HIV and TB infection is T cell exhaustion and senescence, linked to higher expression of PD-1, KLRG1 and interleukin-27 receptor (IL-27R) on CD4 + T cells, CD8 + T cells and NK cells [26] [27] [28] . Exhausted cells are known to be less functional and could allow the accumulation of antigenic stimuli prior to ART, thus priming the innate immune system for subsequent TB-IRIS development. We therefore hypothesised that higher levels of T cell exhaustion prior to ART would predispose HIV-TB patients with severe immunosuppression to develop TB-IRIS. In addition, we hypothesized that this could be reflected in the expression of TLR related proteins on monocytes [29] . Nested within a large prospective cohort of TB-IRIS patients, this case-control study describes higher pre-ART percentages of CD8 hi T cells and CD3 -CD8 lo lymphocytes with an exhausted phenotype in TB-IRIS patients, which persist during 3 months of ART. In contrast, no differences were observed for CD4 + T cells, nor the expression of TLR-related proteins on monocytes.
Methods

Study population
The clinical spectrum of HIV-TB and TB-IRIS was studied in a prospective observational study at Mulago Hospital, Kampala, Uganda between 2007 and 2012 [7, 30] . The study enrolled HIV-TB co-infected adults (HIV For the purpose of the current study, a subset of patients were randomly selected within each patient group, based on the availability of cryopreserved PBMC samples. Samples taken before initiation of ART, at 3 months and at 9 months after starting ART were analysed, whereas HIV-negative controls had samples taken only once.
Definitions
Mycobacterium tuberculosis infection was diagnosed according to the TB/HIV WHO guidelines [31] . Investigations to confirm TB infection included: clinical examination, sputum smear microscopy for acid-fast bacilli, abdominal ultrasounds, chest X-rays, and mycobacterial culture of sputum, aspirate or effusion if available. TB-IRIS cases were classified by a committee of two co-authors (RC and WW) after reviewing all suspected TB-IRIS cases evaluated by the study physicians according to the International Network for the Study of HIV-associated IRIS (INSHI) clinical case-definition [1] . TB-IRIS was diagnosed when patients presented with at least 1 major criterion (e.g. enlarged lymph nodes) or 2 minor criteria (e.g. fever and cough) and other explanations such as treatment failure were excluded.
Flow cytometry
Peripheral blood mononuclear cells (PBMCs) were collected from all patients and cryopreserved in liquid nitrogen. 
Ethical considerations
The study was approved by: the ethical review board of Makerere University (IRB-Makerere-05_2007), the institutional review board of the Institute of Tropical Medicine of Antwerp (IRB_ITM_07 25 5 585) and the Ethics Committees of the Faculties of Medicine of the University of Antwerp (CME_UZA_7/29/157). Written informed consent was obtained from all study participants.
Statistical analysis
Statistics were performed using SPSS software (version 17.0) and GraphPad Prism (version 7) with significance level set at p < 0.05. Differences between patient groups were analysed using One-way ANOVA (for normally distributed data) or Kruskal-Wallis tests (for not normally distributed data). Changes over time were analysed for each group using Friedman tests (n = 8 in each group due to the need for complete follow up samples). Multiple comparison post-hoc tests (Tukey's and Dunn's test for normally and not normally distributed data, respectively) and multiplicity adjusted p-values were used to indicate differences between specific groups and time points.
Results
Study population
Nested within a prospective cohort study for TB-IRIS at Mulago Hospital in Kampala, Uganda, a total of 13 TB-IRIS patients with PBMCs available prior to ART (n = 13), after 3 months (n = 10) and 9 months (n = 8) of ART were selected and compared to equal numbers of HIV + TB + and HIV + TB -controls. The median (interquartile range (IQR)) number of days between starting ART and TB-IRIS diagnosis was 14 (13) (14) (15) (16) (17) (18) (19) days. No differences in pre-ART clinical characteristics could be observed between any of these patient groups, except for HIV + TB -controls who showed lower CRP levels compared to TB-IRIS patients (Table 1) . To monitor successful ART, additional CD4 counts were acquired after 6 months. All 3 groups showed a significant increase in CD4 counts by this time (p � 0.007). In addition, 9 HIV 
Expression of KLRG1, PD-1 and IL-27R on memory CD4 + T lymphocytes
Since CD4 + T cell exhaustion is a hallmark of long-term HIV infection, we assessed if the expression patterns of PD-1, KLRG1 and IL-27R on CD45RO + CD4 + T cells before and during ART differed in HIV-TB patients who did and did not develop TB-IRIS (Fig 1 and S3 Fig) . 
Expression of KLRG1, PD-1 and IL-27R on memory CD8 hi T lymphocytes
We next wondered if the expression of PD-1, KLRG1 and IL-27R on CD45RO + CD8 hi T cells could be associated with TB-IRIS (Fig 2 and S4 Fig) . No overall differences could be observed between groups in the expression levels (MFI) of KLRG1 or IL-27R alone. Nonetheless, a significant overall variation in the %KLRG1 + cells could be observed at all time points (p � 0.027, Fig 2B) . Dunn's post-hoc analysis attributed this difference to higher percentages in TB-IRIS CD8 T cell exhaustion in TB-IRIS 
Expression of KLRG1, PD-1 and IL-27R on CD3 -
CD8 lo lymphocytes
Next to CD8 hi and CD4 + T cells, NK cells have been reported to show signs of exhaustion during HIV [28] . Although no direct NK cell markers were included in our experiments, over 99% of CD3 -CD8 lo lymphocytes have previously been reported to consist of NK cells [32] . We thus further explored the expression of exhaustion markers on these cells, as an approximate subset of NK cells (Fig 3 and S5 Fig) . 
Expression of TLR2, TLR4, IL1RL1 and TRAILR on monocytes
To further evaluate the potential role of monocytes in TB-IRIS, we next examined the expression of TLR2, TLR4, IL1RL1 and TRAILR on CD14 + monocytes (Fig 4 and S6 Fig) . 
Discussion
Decades of research into TB-IRIS have highlighted potential roles of the innate and the adaptive immune system in the inflammatory cascade that characterizes the disease [11, 12, 16, 17] . -(green squares), and HIV -TB -(yellow diamonds). Significant overall differences between groups were calculated using Kruskal-Wallis or One-way ANOVA tests, with Dunn's or Tukey's post-hoc test shown as capped lines to highlight specific differences between individual groups. Significant variation over time was calculated for each group using Friedman tests, with Dunn's post-hoc test shown as horizontal dotted lines to highlight specific differences between individual time points. Analysis were performed between all groups at each time point, and between every time point for each group with the level of significance was set to P < 0. -(yellow diamonds). Significant overall differences between groups were calculated using Kruskal-Wallis or One-way ANOVA tests, with Dunn's or Tukey's post-hoc test shown as capped lines to highlight specific differences between individual groups. Significant variation over time was calculated for each group using Friedman tests, with Dunn's post-hoc test shown as horizontal dotted lines to highlight specific differences between individual time points. Analysis were performed between all groups at each time point, and between every time points for each group with the level of significance was set to P < 0.05. Non-significant p-values have been omitted from the graphs. Nonetheless, the pre-ART mechanisms that predispose the immune system to hyper-react upon ART initiation remain unclear. Despite being a well-documented risk factor, low pre-ART CD4 counts alone cannot account for all TB-IRIS cases. Since up to 25% of HIV-TB patients with severe immunosuppression develop TB-IRIS [2] , other antecedent factors have to be at play in order for this complication to occur. We hypothesised that higher levels of T cell exhaustion prior to ART would predispose HIV-TB patients to develop TB-IRIS. Here, we describe higher levels of exhaustion in CD8
hi T cells and a subpopulation of NK cells, but not CD4 + T cells, which precede and persist after TB-IRIS. In severely immunocompromised individuals, the functionality of these cells may thus be an additional determining factor in TB-IRIS development. Given the obvious link between low CD4 counts prior to ART and TB-IRIS, we first assessed the exhausted phenotype of CD4 + T cells in TB-IRIS patients. Contrary to our hypothesis but in line with previous studies [23, 24] , we could not observe any significant differences in CD4 + T cell phenotypes that singled out TB-IRIS patients from the HIV + control groups. It is therefore unlikely that CD4 + T cell exhaustion specifically contributed to TB-IRIS development in our cohort. Corresponding to our hypothesis, however, the frequency of memory CD8 hi T cells which co-expressed KLRG1 and PD-1 was much higher in TB-IRIS patients before and after starting ART. This finding corresponds to a previous report of higher frequencies of PD-1 + CD8 + T cells in non-pathogen-specific IRIS, although the same was observed for CD4 + T cells [33] . Importantly, the exhaustion levels in TB-IRIS patients did not normalize to the level of HIV-negative controls by 3 months of ART, and trended to be remain higher after 9 months, suggesting a more long-lasting effect on the immune system. High levels of immune exhaustion have typically been observed after prolonged periods of antigenic stimulation, in (yellow diamonds). Significant overall differences between groups were calculated using Kruskal-Wallis tests, with Dunn's post-hoc test shown as capped lines to highlight specific differences between individual groups. Significant variation over time was calculated for each group using Friedman tests, with Dunn's post-hoc test shown as horizontal dotted lines to highlight specific differences between individual time points. Analysis were performed between all groups at each time point, and between every time points for each group with the level of significance was set to P < 0.05. Non-significant p-values have been omitted from the graphs. particular with infections such as TB [27] and HIV [34] . It is therefore plausible that a high antigen load at an earlier stage may have driven CD8 + specific exhaustion, perhaps even leading to an anergic state of these cells before ART was administered. Of note, TB-IRIS patients in our study showed modestly higher CRP levels prior to ART, and a slightly shorter treatment interval, which could indicate higher antigen levels. [35, 36] . Taken together, the immune-exhaustion observed here could be a consequence of increased pre-ART antigen loads, which have been associated with TB-IRIS before [30] . However, as we did not observe exhaustion on CD4 + T cells, our results suggest a specific role for lymphocytes that express CD8 in the early predisposition to TB-IRIS. One of the more attractive theories to date states that a lack of CD4 + T cell help in severely immunocompromised individuals could lead to priming of the innate immune system by an increased antigen load. Initiation of ART and the subsequent rise in IFN-γ could thus trigger an excessive response to these accumulated antigenic signals [5] . Nonetheless, even with severe immunosuppression, not all patients develop TB-IRIS. Building on this theory, we now hypothesise that TB-IRIS might find its origins in a form of "immune paralysis" prior to ART. Infections such as HIV, TB and CMV are highly co-endemic, result in long-term infection and are known to cause CD8 + T cell exhaustion. Given time, continuous stimulation by any of these pathogens could push CD8 + T cells and NK cells past normal activation, into a stage of dysfunctional exhaustion. When CD4 counts reach dangerous levels, the resulting lack of cytotoxicity and/or IFN-γ signalling would prime innate cells with ever increasing antigenic signals, to be unleashed upon ART. HIV-TB patients who do not experience TB-IRIS may not yet have reached an exaggerated level of exhaustion due to less pronounced or shorter exposure to these pathogens. Due to the retrospective nature of our study, one limitation was the availability of frozen PBMCs. Moreover, the unpredictability of TB-IRIS resulted in a limited number of samples collected during the TB-IRIS event of every patient even further. As such, frozen PBMCs taken at follow-up time points where not available for each single patient included in this study. We thus cannot provide insight in the role of immune exhaustion during the ongoing TB-IRIS inflammation. Nonetheless, 8 out of the 13 patients in each group did have samples available at time points that span a timeframe both before and after TB-IRIS development. This allows for a broad overview of the process leading up to IRIS, as well as the recovery after. While the resulting study population may have been underpowered to detect certain effects (e.g. TLR2 expression on monocytes), the effects observed on immune-exhaustion are thus likely stronger than observed here.
In conclusion, we report high frequencies of exhausted (KLRG1 
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